Tumor suppressor p53 is involved in regulating immune responses, which contribute to antitumor and antiviral activity. However, whether p53 has anti-bacterial functions remains unclear. Listeria monocytogenes (LM) causes listeriosis in humans and animals, and it is a powerful model for studying innate and adaptive immunity. In the present study, we illustrate an important regulatory role of p53 during LM infection. p53 knockout (p53KO) mice were more susceptible to LM infection, which was manifested by a shorter survival time and lower survival rate. p53KO mice showed significant impairments in LM eradication. Knockdown of p53 in RAW264.7 and HeLa cells resulted in increased invasion and intracellular survival of LM. Furthermore, the invasion and intracellular survival of LM was inhibited in p53-overexpressing RAW264.7 and HeLa cells. LM-infected p53KO mice exhibited severe clinical symptoms and organ injury, presumably because of the abnormal production of the proinflammatory cytokines TNF-α, IL-6, IL-12, and IL-18. Decreased IFN-γ and GBP1 productions were observed in LM-infected p53-deficient mice or cells. The combination of these defects likely resulted in the overwhelming LM infection in the p53KO mice. These observations indicate that p53 serves as an important regulator of the host innate immune that protects against LM infection.
Listeria monocytogenes (LM) is a Gram-positive bacterium that often causes invasive diseases in humans and animals, especially central nervous system infections. Immunocompromised individuals, including newborns and elderly people, are particularly vulnerable to LM infection, which can lead to septicemia and meningitis, whereas LM infection of pregnant woman can occasionally lead to septic abortion. LM is a food-borne pathogen that can survive and grow in extreme conditions. Humans are exposed to LM by ingesting contaminated foods, such as unpasteurized dairy products and incompletely cooked meats 1 . LM is often used to study the mammalian immune response to infection [2] [3] [4] [5] [6] . Following infection with LM, innate immune responses are rapidly triggered, and they are essential for early control of LM infection. Macrophages are the primary host cells for LM in vivo, since LM replication occurs within them. Macrophages have been the focus of innate immunity during LM infection, because they were thought to be the principal mediators of the killing of LM. Mice whose granulocytes were depleted using antibodies showed significantly enhanced susceptibility to LM infection [7] [8] [9] [10] . In response to LM infection, macrophages secrete tumor-necrosis factor (TNF)-α and interleukin (IL)-12. These cytokines drive natural killer cells to produce interferon-γ (IFN-γ ), which in turn activates macrophages and increases their bactericidal activity. IFN-γ , TNF-α , and other pro-inflammatory cytokines may be the most important cytokines for controlling LM infection, and mice lacking these cytokines or their cognate receptors are highly susceptible to LM infection [11] [12] [13] [14] [15] [16] [17] [18] . Tumor suppressor p53 plays an important role in the regulation of various biological processes, such as cell cycle arrest, DNA repair, and apoptosis. p53 primarily functions as a transcription factor that regulates the expression of target genes, which play important roles in biological processes 19, 20 . For instance, p53 transactivates the expression of its target gene p21 to arrest the cell cycle, as well as its target gene retinoic acid-inducible gene I to regulate cell survival and growth 21, 22 . p53, which acts as a suppressor of the inflammatory response, plays a role in the innate immune response in vivo, which is consistent with its tumor suppressor function 23 . Recently, p53 has been shown to contribute to the host immune response against viral infections, such as vesicular stomatitis virus, Newcastle disease virus, and hepatitis C virus [24] [25] [26] [27] [28] . In addition, p53 could integrate host defense and cell fate to against the infection of Gram-negative extracellular bacteria Klebsiella pneumonia 29 . However, the role of p53 in protection against intracellular bacteria LM infection is less clear.
In this study, we addressed the roles of p53 in resisting LM infection. Interestingly, mice lacking p53 showed marked susceptibility to LM as evidenced by delayed bacterial clearance, elevated numbers of circulating neutrophils, and differential expression patterns of pro-inflammation cytokines. These observations indicate that p53 serves as an important regulator of the host innate immune that protects against LM infection.
Results
p53 is required for resistance to LM infection. To assess the role of p53 during LM infection, we compared the lethality of LM to p53 wild-type (p53WT) mice and p53 knockout (p53KO) mice. Ten 8-week-old p53WT and p53KO mice were infected intra-peritoneally with LM strain 10403s. Mock-infected mice that were treated with phosphate-buffered saline (PBS) were used as a negative control. The results showed that p53KO mice died at 2 d post-infection, whereas p53WT mice died at 5 d post-infection. All of the p53KO mice died at 5 d post-infection, and only 60% the p53WT mice died at 6 d post-infection. An accelerated and increased lethality was revealed in the p53KO mice (Fig. 1A) . This result indicates that p53 is essential for the host to protect against LM infection.
Critical role of p53 in eradication of LM in the spleen and liver. Next, we examined the role of p53 in the clearance of LM during infection. The bacterial loads in the livers and spleens of p53WT and p53KO mice inoculated with a sub-lethal dose of LM were determined. As expected, the p53KO mice showed an impairment in LM eradication, compared with the p53WT mice. At 1 d post-infection, the bacterial numbers in the liver and spleen of the p53KO mice were slightly greater than those of the p53WT mice (P > 0.05). Moreover, the p53KO Figure 1 . p53KO mice are more susceptible to LM infection than p53WT mice. (A) p53KO mice die more rapidly than p53WT mice. Mice were infected intra-peritoneally with 1 × 10 6 colony-forming units (CFUs) of LM strain 10403 s. Ten mice per experimental group were monitored for survival for 14 d. (B) Clearance of LM infection is impaired in p53KO mice. p53WT and p53KO mice were infected intra-peritoneally with 1 × 10 5 CFUs of LM strain 10403 s. Mice were sacrificed on day 1 and 3 post-infection, and the bacterial loads in the livers and spleens were determined. Horizontal bars indicate the means for each sample group. Statistical analyses were performed using a Mann-Whitney test. Statistically significant differences compared with the control group are indicated by asterisks (**P < 0.01).
mice exhibited significantly increased bacterial loads in both the liver and spleen after 3 d post-infection, compared with the p53WT mice (P < 0.01) (Fig. 1B) . These results indicate that p53 plays an essential role in eradicating LM from the spleen and liver.
Loss of p53 leads to severe pathological damage in LM-infected mice. We further investigated the pathological changes in the livers and spleens of LM-infected mice. p53KO and p53WT mice were infected with a sub-lethal dose of LM. At 1 d post-infection, there were no noticeable tissue lesions in the p53KO and p53WT mice (data not shown). On day 3 post-infection, listeriosis had progressed in both groups of mice. Consistent with the bacterial loads, mice lacking p53 showed more severe pathological damage than the p53WT control mice. The results showed that the spleens of the p53KO mice displayed severe tumefaction, compared with those of p53WT mice ( Fig. 2A) . However, there were no remarkable, visible differences in the pathological changes of the liver between the p53WT and p53KO mice. Moreover, the spleens from the p53KO mice displayed (B) Spleen sections of LM-infected mice were stained with hematoxylin-eosin (HE). The p53KO mice showed more severe lymphocyte depletion within white pulp follicles of the spleen than the p53WT mice. Arrows point to lymphocyte depletion. (C) Spleen sections of LM-infected mice were stained with an anti-CD3 monoclonal antibody. T lymphocyte depletion was severe in the LM-infected p53KO mice, while it was weak in the p53WT mice. Arrows point to T lymphocyte depletion. (D) Liver sections of LM-infected mice were stained with hematoxylin-eosin (HE). The number and area of inflammatory infiltrate foci of LM-infected p53KO were greater than those of the p53WT mice. There were no pathological changes in the spleen and liver tissues of the control group. increased lymphocyte depletion, compared with those of the p53WT mice (Fig. 2B ). In addition, staining with a rat anti-mouse CD3 monoclonal antibody further validated the T lymphocyte depletion (Fig. 2C) . Inflammatory infiltrate foci, consisting of numerous neutrophils, in the liver of LM-infected mice correlated with the bacteria burden. Similarly, the number and area of inflammatory infiltrates in the livers of the p53KO were greater than those of the p53WT mice ( Fig. 2D ) 30, 31 . These results may reflect the impaired resistance to LM infection in the p53KO mice.
p53 inhibits LM invasion of RAW264.7 and HeLa cells. Next, we assessed whether p53 protects against infection in vitro. We used different species of small interfering RNAs (siRNAs) to knockdown p53 expression in mouse macrophage-like RAW264.7 cells and HeLa cells. As a control, cells were transfected with a negative control siRNA, which is a non-targeting siRNA. The results showed that silencing of p53 expression levels was robust and gene-specific, as confirmed by quantitative real-time reverse transcription-polymerase chain reaction (qRT-PCR) and western blotting (Fig. 3A,C) . After transfection, cells were infected with LM, and the invasion and intracellular survival of LM were compared. For the same multiplicity of infection (MOI), knockdown of p53 expression resulted in significantly increased invasion efficiencies and intracellular survival of LM, compared with control cells (P < 0.05) (Fig. 3B,D) .
In addition, we transiently overexpressed p53 to determine whether it had an inhibitory effect on LM invasion and intracellular survival. RAW264.7 and HeLa cells were transfected with a plasmid expressing FLAG-tagged p53 (FLAG-p53) and subsequently infected with LM. The expression of p53 was confirmed by qRT-PCR and western blotting (Fig. 3E,G ). During infection with LM, the stable overexpression of p53 resulted in significantly reduced bacteria invasion, compared with that of control cells (P < 0.05) (Fig. 3F,H ). These observations further confirm that p53 plays a role in protection against LM infection. and HeLa cells were transfected with pFLAG-p53, which expresses FLAG-p53, or a control vector (pFLAG-CMV). The p53 expression levels were determined by qRT-PCR and western blotting (E,G respectively). Overexpression of p53 resulted in significantly reduced bacterial invasion capacities, compared with that of control cells (F,H). Statistically significant differences compared with the control group are indicated by asterisks (*P < 0.05; **P < 0.01; ***P < 0.001).
Scientific RepoRts | 6:33815 | DOI: 10.1038/srep33815 Impaired IFN-γ and guanylate-binding protein 1 (GBP1) production in LM-infected p53-deficient mice/cells. Considerable work has demonstrated that IFN-γ protects against LM infection 10, 17, 18 . GBP1 is an IFN-γ -inducible protein that is involved in the host immune response against LM infection 32 . Thus, we monitored the serum concentrations of IFN-γ and GBP1 in p53WT and p53KO mice that were infected with LM. The results showed that the proportions of IFN-γ and GBP1 significantly decreased in the absence of p53 as early as 1 d post-infection (P < 0.05). Furthermore, mice lacking p53 showed noticeably diminished levels of IFN-γ and GBP1 through the 3 d course of infection (P < 0.001). However, the levels of IFN-γ and GBP1 in both mice were similar on 7 d post-infection (P > 0.05). In addition, the expression levels of IFN-γ and GBP1 in LM-infected RAW264.7 cells were determined by enzyme-linked immunosorbent assays (ELISA) and RT-PCR. Consistent with the reduced IFN-γ and GBP1 concentrations in p53KO mice, knockdown of p53 expression significantly decreased the expression levels of IFN-γ and GBP1 during infection for the indicated times (P < 0.05 and P < 0.01, respectively) (Fig. 4) . The transcription levels correlated with the expression levels, as p53 knockdown cells showed reduced transcription levels of IFN-γ and GBP1, compared with those of the control group. These results suggest that p53 plays an essential role in the clearance of LM via activation of IFN-γ and GBP1.
Pro-inflammatory cytokine responses are misregulated during LM infection in p53-deficient mice.
A previous study indicated that p53 acts as a suppressor of the inflammatory response, and an abnormal inflammatory response, which was followed by severe organ damage, was found in p53KO mice 23 . To determine whether p53 affects pro-inflammatory cytokine production, we quantified the levels of several cytokines in the serum of p53KO mice that were infected with LM. The major pro-inflammatory cytokines TNF-α , IL-6, IL-12, and IL-18 play key roles in determining the inflammatory response 15, 16, 23 . Moreover, these pro-inflammatory cytokines are essential for early clearance of LM during infection. Unexpectedly, the serum concentrations of TNF-α , IL-6, IL-12, and IL-18 were significantly lower in the p53KO mice than in the p53WT mice at 1 d post-infection (P < 0.05). However, the lack of p53 led to significantly elevated concentrations of these pro-inflammatory cytokines at 3 d post-infection (P < 0.001), which likely reflects the increased bacterial burden and inflammatory response. At the later stage of infection, the production of pro-inflammatory cytokines by the p53KO mice was similar to that of the p53WT mice. Macrophages are the primary produces of pro-inflammatory cytokines. Thus, we examined the contribution of p53 to the functions of RAW264.7 cells. As shown in Fig. 5B , knockdown of p53 expression in RAW264.7 cells resulted in significantly lower TNF-α , IL-6, and IL-12 levels, compared with those of control cells, after 3 h of LM invasion. By contrast, the production of IL-18 was not significantly affected by the p53 deficiency. In line with the expression levels, the TNF-α , IL-6, and IL-12 transcription levels were significantly decreased by the knockdown of p53 expression. However, after 6 h of invasion, the transcription and expression levels of TNF-α , IL-6, and IL-12 were similar in both cells.
Discussion
This study illustrates an important regulatory role of p53 during LM infection. We found that p53KO mice were highly susceptible to LM infection. This was manifested by a shorter survival time and lower survival rate. After the LM infection, p53KO mice were less efficient in controlling bacterial replication, and they exhibited more severe pathological damage. Moreover, knockdown of p53 expression in RAW264.7 and HeLa cells led to increased susceptible to LM infection. These phenomena might be due to the impaired production of IFN-γ and GBP1, as well as an abnormal inflammatory response, in p53KO mice.
It has been shown that LM infection can trigger an extensive host innate immune response. In fact, LM replicates intracellularly, and the number of bacteria is limited by activated macrophages, which prevent the dissemination of LM into the bloodstream [7] [8] [9] [10] . LM-infected macrophages produce the pro-inflammatory cytokines TNF-α , IL-6, IL-12, and IFN-γ , which subsequently activate macrophages and neutrophils to kill LM via the production of listericidal molecules, such as nitric oxide [11] [12] [13] [14] [15] [16] [17] [18] . Recruitment of microbicidal neutrophils are required for the host to successfully fight a bacterial infection. However, over-active inflammation is harmful to the host because it can lead to organ damage 33 . In the present study, we observed severe lymphocyte depletion and complete destruction of all white pulp follicles in the spleen of p53KO mice, whereas these symptoms were not observed in the p53WT group. In addition, p53KO mice showed an accumulation of neutrophils in filtrates in the liver. Indeed, p53KO exhibited increased macrophage recruitment and delayed neutrophil clearance in response to inflammation-inducing agents, compared with p53WT mice. Interestingly, delayed neutrophil clearance was accompanied by accumulation of inflammatory cells in the liver of p53KO mice, presumably due to higher levels of pro-inflammatory cytokines 23, 34 . Moreover, the survival of mice with different p53 genotypes was consistent with the observed organ damage, which might have caused the deaths of the p53KO mice. Although lung injury was not associated with impaired bacterial clearance, p53KO mice showed lower survival rates when infected with Klebsiella pneumoniae 29 .
The pro-inflammatory cytokines TNF-α , IL-6, and IL-12 act as early signals during innate immunity, and they are critical for LM clearance 15, 16 . Therefore, we investigated the production and expression patterns of these cytokines in response to LM infection. In the present study, significant upregulated expressions of TNF-α , IL-6, IL-12, and IL-18 were observed in p53WT mice at the initial stage of LM infection. Subsequently, at the later time points (3 d and 7 d), the production of TNF-α , IL-6, IL-12, and IL-18 returned to moderate levels in LM-infected p53WT mice. Unexpectedly, the expression of TNF-α , IL-6, IL-12, and IL-18 was significantly reduced in p53KO mice at 1 d post-infection (P < 0.05). However, a previous study indicated that p53 deletion led to the induction of pro-inflammatory genes 29 . TNF-α , IL-6, IL-12, and IL-18 are essential for recruitment of innate immune cells at early time points. During infection, a host utilizes different the innate immune response, including pro-inflammatory cytokines, to defend against LM infection. Although p53 can inhibit the inflammatory response in wild-type mice/cells, a host could effectively induce the expression of pro-inflammatory genes via other signaling pathways to ensure the early clearance of LM. In contrast, a previous study indicated that p53 (A) Mice were infected with LM for the times indicated, and the production of IFN-γ and GBP1 in serum was determined by ELISA. p53KO mice exhibit reductions of IFN-γ and GBP1 in serum in response to LM infection. Data represent the average of five mice per group per time point. (B) RAW264.7 cells were transfected with a p53 siRNA or a non-coding siRNA, and then they were infected with LM at MOI of 10. The supernatant was collected and the concentrations of IFN-γ and GBP1 were determined by ELISA. Knockdown of p53 expression led to decreased IFN-γ and GBP1 expression levels in LM-infected RAW264.7 cells. (C) A p53 siRNA or a non-coding siRNA were transfected into RAW264.7 cells, which were subsequently infected with LM. At the indicated times, the cells were collected and the IFN-γ and GBP1 transcription levels were measured by qRT-PCR. Knockdown of p53 expression significantly decreased the IFN-γ and GBP1 transcription levels. Statistically significant differences compared with the control group are indicated by asterisks (*P < 0.05; **P < 0.01; ***P < 0.001).
may selectively affect the production of inflammatory cytokines 34 . This might be a reason for the inconsistent results regarding pro-inflammatory cytokine expression. However, p53KO mice exhibited significantly elevated levels of TNF-α , IL-6, IL-12, and IL-18 at a later stage of infection. It is known that TNF-α , IL-6, and IL-12 are important mediators of the inflammatory response. The release of these pro-inflammatory cytokines at the site of infection appears to play a key role in regulating inflammation, which contributes to tissue pathology and affects the disease outcome. Previous studies showed that p53KO mice exhibited higher mortality rates in response to LM infection because of abnormal inflammatory response, which was followed by severe organ damage and increased sensitivity to septic shock 23, 34 . Similarly, heat shock factor 1 is needed to protect mice from rapid death during LM infection by preventing the overproduction of TNF-α 35 . Thus, the prolonged overproduction of pro-inflammatory cytokines may contribute to serious organ injury, which can rapidly lead to septic shock and the rapid death of p53KO mice. These results may explain why p53KO mice are susceptible to LM infection. This conclusion is consistent with a previous study that showed a significant number of early deaths of p53KO mice resulted from unresolved, spontaneous inflammation 36 . Figure 5 . Analysis of the pro-inflammatory cytokines TNF-α, IL-6, IL-12 and IL-18 in p53-deficient mice/ cells that were infected with LM. (A) Mice were infected with LM for the times indicated, and the production of TNF-α , IL-6, IL-12, and IL-18 in serum was quantified by ELISA. Data represent the average from five mice per group per time point. (B) RAW264.7 cells were transfected with a p53 siRNA or a non-coding siRNA, followed by infection with LM at MOI of 10. The supernatant was collected and the TNF-α , IL-6, IL-12, and IL-18 concentrations were determined by ELISA. (C) RAW264.7 cells were transfected with a p53 siRNA or a non-coding siRNA, and then they were subsequently infected with LM. At the indicated times, the cells were collected and the TNF-α , IL-6, IL-12, and IL-18 transcription levels were measured by qRT-PCR. Statistically significant differences compared with the control group are indicated by asterisks (*P < 0.05; **P < 0.01; ***P < 0.001).
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It is well known that LM infection induces IFN-γ production and that IFN-γ is the most important cytokine for host defense against LM. In fact, IFN-γ constitutes a late pro-inflammatory cytokine, bridging the innate and adaptive immune response and facilitating the full clearance of LM from the host. Previous studies showed that IFN-γ -deficient mice exhibited increased susceptibility to LM infection due to the failure to generate an appropriate immune response 17, 18 . IFN-γ induces resistance to bacterial infection through broad transcriptional programs involving a variety of genes, many of which remain uncharacterized. Guanylate-binding proteins (GBPs) are IFN-induced GTPase family proteins, which are involved in various biological processes, such as antitumor and antiviral immune responses [37] [38] [39] . A recent study indicated that IFN-γ -inducible GBP1 plays a critical role in resistance to intracellular pathogens (LM and Mycobacterium bovis). GBP1 coordinates a potent oxidative and vesicular trafficking program to protect the host from infection 32 . p53 acts as a transcription factor that regulates the expression of target genes, and our previous study indicated that GBP1 is a direct transcriptional target gene of p53. p53 positively regulates GBP1 expression by binding to the p53 response element in the GBP1 promoter region 40 . In the present study, we observed that the production of IFN-γ and GBP1 was significantly reduced in the absence of p53 after LM infection, suggesting an essential role of p53 in IFN-γ and GBP1 activation during cellular responses to LM infection.
In conclusion, our study demonstrates an important, previously undescribed role for p53 in defense against LM infection. Mice deficient in p53 phenotypically differed from p53WT mice in terms of disease progression, and they exhibited delayed bacterial clearance, an increase in the number of circulating neutrophils, and differential expression patterns of pro-inflammation cytokines. Each of these processes is required for LM resistance. Thus, the combination of these contributing factors ultimately resulted in an overwhelming infection and the rapid death of p53KO mice. These observations highlight the importance of p53 as an important regulator in the host innate immune that protects against LM, and they provide new insights into the function of p53 in LM infections.
Methods

Mice. Homozygous p53
+/+ (p53WT) and p53 −/− (p53KO) mice were generated from breeding pairs of heterozygous p53
+/− C57BL/6 mice as reported previously 41 . Mice were cared for under specific-pathogen-free conditions in the Shanghai Veterinary Medicine Institute, Chinese Academy of Agricultural Sciences. Bacteria and infection of mice. LM strain 10403s was grown to mid-log phase in brain-heart infusion (BHI) broth, and then washed and resuspended in sterile PBS. For bacterial infection, 8-week-old p53WT and p53KO mice (n = 10/group) were infected via intra-peritoneal injection with 1 × 10 6 or 1 × 10 5 CFUs of LM 10403s. Bacterial CFUs contained in the injected inoculum were confirmed by plating on BHI agar. Negative controls were injected with PBS. Mortality was monitored each day until 14 d post-infection.
Enumeration of bacteria in the spleen and liver. Bacterial colonization of spleens and livers was determined as described previously, with some modification 42 . Briefly, mice inoculated with LM were euthanized and dissected at 1 and 3 d post-infection. Spleens and livers were harvested and homogenized in PBS containing 0.5% Triton X-100. Serial 10-fold dilutions were plated on BHI agar, and bacterial CFUs were assessed after overnight growth at 37 °C.
Histological analysis. The histological changes of the spleen and liver were monitored at 1 and 3 d after challenge. Liver and spleen sections were fixed in buffered formaldehyde and embedded in paraffin. Paraffin sections were stained with hematoxylin-eosin (HE) and viewed by light microscopy.
For immunohistochemistry analysis, paraffin sections of spleen were stained by an indirect immunoperoxidase protocol using a rat anti-mouse CD3 monoclonal antibody (Abcam, Cambridge, MA, USA) as the primary antibody. Subsequently, sections were incubated with peroxidase-linked sheep anti-rat IgG (Amersham Biosciences, GE Healthcare, Little Chalfont, UK), followed by development with diaminobenzidine (Sigma-Aldrich, St. Louis, MO, USA).
Cell transfection and bacterial infection. RAW264.7 and HeLa cells were cultured in Dulbecco's modified Eagle's medium (DMEM) (Gibco, Thermo Fisher Scientific, Waltham, MA, USA) without antibiotics at 37 °C under a 5% CO 2 atmosphere. Wild-type p53 (mice and human) cDNAs were obtained and subcloned into the p3 × FLAG-CMV7.1 vector (Sigma-Aldrich) to generate a recombinant plasmid that overexpresses pFLAG-p53 as described previously 43 . For the knockdown of p53 expression, siRNAs specific for p53 (mice and human) were purchased from Shanghai GenePharma Co., Ltd. (Shanghai, China) ( Table 1) . Cells were transfected using Lipofectamine ™ 2000 (Invitrogen, Thermo Fisher Scientific) according to the manufacturer's protocol. The expression of p53 was determined by qRT-PCR and western blotting.
For bacterial infection, LM strain 10403s was grown to mid-log phase, and then washed and resuspended in DMEM without fetal bovine serum. After transfection, bacterial suspensions were added to monolayers at a MOI of 10 for RAW264.7 cells, or 100 for HeLa cells. At 1 h post-infection, the cells were washed and incubated with DMEM containing gentamicin (100 μ g/mL) for 1 h to kill extracellular bacteria. Then, the cells were grown in DMEM containing 10 μ g/mL gentamicin for an additional 3 or 6 h, followed washing and lysis in 0.5% Triton X-100 in PBS. Serial dilutions were plated on BHI agar overnight to determine the number of viable bacteria.
Measurement of pro-inflammatory cytokine levels. Sera from LM-infected mice and the supernatant of LM-infected cells were collected at the indicated times. The concentrations of the pro-inflammatory cytokines TNF-α , IL-6, IL-12, IL-18, IFN-γ , and GBP1 were assayed simultaneously using an ELISA kit (BIOSAMITE, Shanghai, China) according to the manufacturer's instructions.
Quantitative real-time reverse transcription PCR (qRT-PCR).
Total RNA was extracted from cells using the TRIzol ® Reagent (Thermo Fisher Scientific) according to the manufacturer's protocol. The quantity of total RNA was measured by a spectrophotometer (GE Healthcare). cDNA was synthesized using Moloney murine leukemia virus reverse transcriptase (Thermo Fisher Scientific). qRT-PCR was performed using SYBR Premix Ex Taq ™ (Takara, Dalian, China) and gene-specific primers (Table 1) according to the manufacturer's protocol. The relative gene expression was normalized to the expression of the housekeeping gene glyceraldehyde-3-phosphate dehydrogenase (GAPDH). PCR efficiency (>90%) for each of the genes was verified via standard dilution curves.
Western blotting analysis. For western blotting, cell monolayers were lysed in lysis buffer, and then briefly sonicated, boiled, and centrifuged for 10 min at 4 °C. The concentration of protein was assessed with the Pierce BCA protein assay reagent (Thermo Fisher Scientific). The protein samples were subjected to sodium dodecyl sulfate-polyacrylamide gel electrophoresis and transferred onto Immobilon-P membranes (EMD Millipore, Billerica, MA, USA). A rabbit anti-mouse p53 polyclonal antibody (FL-393; Santa Cruz Biotechnology, Dallas, TX, US) or a mouse anti-human p53 monoclonal antibody (DO-1; Santa Cruz Biotechnology) were used as primary antibodies, followed by respective horseradish peroxidase-conjugated secondary antibodies. The antigen-antibody complex was visualized by an enhanced chemiluminescence substrate (GE Healthcare).
Statistical analysis. All statistical analyses were performed using GraphPad Software package (GraphPad Software, La Jolla, CA, USA). Statistical analyses for in vitro experiments were conducted using one-way analysis of variance. The animal infection analysis was performed using the non-parametric Mann-Whitney U test. Mean values are shown in the figures. Statistical significance was established at P < 0.05.
